[Abstract] The mitochondrial pathway of apoptosis involves a complex interplay between dozens of proteins and lipids, and is also dependent on the shape and size of mitochondria. The use of cellular models in past studies has not been ideal for investigating how the complex multi-factor interplay regulates the molecular mechanisms of mitochondrial outer membrane permeabilization (MOMP).
Ethylenediaminetetraacetic acid (EDTA)
4. Mince the liver using a clean razor blade until forming a homogeneous paste (Figure 2 ).
5. Transfer half of the liver paste using the razor blade as a spoon into a chilled Potter-Elvehjem dounce homogenizer containing 10 ml TIB.
6. Insert the pestle into the homogenizer and gently push it downwards. Early resistance is www.bio-protocol.org/e1892
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Copyright © 2016 The Authors; exclusive licensee Bio-protocol LLC. 4 common during the first strokes, and no excessive force should be applied to the liver paste.
Instead, move the pestle upwards to resuspend the liver paste and slowly repeat those steps until all the material is able to go past the pestle without strong resistance. The homogenization step can be done on the bench as long the whole procedure is done quickly enough to maintain the temperature close to 4 °C.
7. Homogenize the paste five times, pour into a 15 ml conical tube and store on ice until all the liver paste is processed (Figure 2 ).
8. Repeat steps 6-8 with the second half of the liver paste.
9. The following differential centrifugation steps are required to obtain the mitochondrial fraction.
All the steps should be performed in a swinging bucket centrifuge at 4 °C. Resuspension of pellets is done gently by pipetting using a P1000 pipette (Figure 2 ). 
